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A. Objective : To determine the source of inconsistencies in GSH 
levels and GSH/GSSG ratios in TA98 cells* 

B. Results : In one experiment the levels of GSH and the GSH/GSSG 
ratios were evaluated in: the current stock culture of TA98, a 
stock culture of TA98 prepared in 1986 and the current stock 
culture of TA100. Each culture had little to no GSH present. 
Another experiment compared the current lot of growth medium with 
a new lot. Again only low levels of GSH were detected. In two 
additional experiments the source of the deionized water, the 
sonicator and the trichloroacetic acid were evaluated. None of 
these factors appeared to be the source of the low GSH levels. 
However, the GSH levels and the GSH/GSSG ratio had returned to 
about 50% of normal levels. 

C. Conclusions : The reason for the aberrant GSH and GSSG values has 
not been deduced. 

D. Plana : The work utilizing TA98 cells will be put on hold in favor 
of examining the effects of indomethacin and phospholipase inhib¬ 
itors on the GSH levels in CSC-treated V79 cells. 

E. References : 

McCoy, W. R. Notebook No. 8739, pp. 78. 


ii. m cm CTif TOw s 

A. Objective : Establish and maintain a 3T3 cell culture for use in 
biochemical assays. 

B. Results : The new 3T3 cell culture is being maintained using the 
previously established seeding protocol as well as a modified 
protocol with lower seeding densities. Cells grown according to 
the modified protocol have been tested in EGF (1) and PDBu binding 
(2) experiments. One EGF binding experiment demonstrated lower 
EGF binding in untreated cells and greater sensitivity to 2R1 CSC 
than the previous 3T3 cell culture. Several PDBu experiments were 
conducted with results similar to those obtained with the previous 
3T3 cell culture. Additionally, a soft agar growth experiment was 
conducted which indicated that the current 3T3 cell culture lacks 
the ability to grow in semisolid medium (3) . 

C. Conclusions : The current culture of 3T3 cells can be used in the 
EGF and PDBu binding assays. Also, the current culture of 3T3 
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cells appears to display characteristics which have been reported 
in the external literature. 

D. Plans : Continue to maintain the 3T3 cells using both the modified 
and previous protocols. If significant differences in the growth 
characteristics develop between the cells passaged by each method 
further comparisons will be made. 

B. References: 

1. Stagg, D. L. Notebook No. 8553, p. 151. 

2. Burruss, T. J. Notebook No. 8804, p. 48. 

3. Penn, J. M. Notebook No. 8217, p. 95. 


ixx. iesmsxas m ^ m ar M miaat cm i lira? 

A. Objective : To acquire and maintain a variety of cell lines for 
use in biochemical assays. 

B. Results : The 3PC mouse keratinocyte cell line has been cryopre- 
served and a sample has been prepared for mycoplasma testing (1) . 
The MT1/2 mouse keratinocyte cell line was lost due to fungal 
contamination (1) . Each of the JB-6 cell clones has been cryopre- 
served (2) . Evaluation of three lots of serum for their ability 
to maintain the growth of the JB-6 cells has begun (2) . 

C. Conclusions : These cell lines are being maintained with charac¬ 
teristics similar to the literature. 

D. Plans : Obtain a new culture of MT1/2 cells from the University of 
Texas. Continue the characterization of the other cell lines. 

B. References : 

1. Patskan, G. J. Notebook No. 8751, p. 188. 

2. Burruss, T. J. Notebook No. 8804, p. 48. 


xv. raffT g pr Wffl gg . C ( S SC) - A ggAy .pt IN TACT C P *8 

A. Objective : To examine the response of 3T3 cells to 12-Q-tetra- 
decanoylphorbol-13-acetate (TPA) in the PKC intact cell assay, 
using the most recent 3T3 cell culture in both log and quiescent 
phase. 

B. Results : Several modifications were made in the assay: TPA was 
present in the labeling medium, autoradiographs of PAGE gels were 
scanned on the densitometer perpendicular to the direction of the 
lanes of treatment, i.e., holding the molecular weight constant, 
and the peaks from these scans were integrated. TPA treatment 
seemed to result in greater increases in the phosphorylation of a 
71 kDa molecular weight protein than other proteins. Quiescent 
cells appeared to have lower basal levels of protein phosphoryla¬ 
tion than log phase cells. 
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C. Conclusions : The modified method of data analysis appears useful 
in detecting differential phosphorylation of certain proteins 
when subjected to TPA treatment. 

D. Plans : Repeat PKC assay testing TPA and 3 CSCs (2R1, X6D4CDL and 
X6D5RN) at two concentrations using the the new treatment protocol 
and new method of data analysis. Determine the growth rate of 
cells in culture after growing in conditions designed to induce 
quiescence. 

S. References : 

Nixon, G. M. Notebook No. 8711, p. 70. 


v. ffla BM3 B ag aiiga or m 1 sm ms 

A. Objective : To determine if the JB6 cell line will form colonies 
in a semisolid medium. 

B. Results : One assay was conducted according to the literature 
protocol (Difco agar, 10% Fetal Bovine Serum) using the three 
different clones. No colony growth in soft agar was observed for 
any of the clones. 

C. Conclusions : The transformed clone (RT101) should have produced 
colonies in soft agar without any treatment. The lack of colony 
production indicates that changes in assay parameters are neces¬ 
sary to produce colonies of RT101 under control conditions. 

D. Plana : Another assay has been started in Noble agar using only 
RT101 cells in three different sera. The serum content of the 
medium will be tested at 10% and 20%. 

x. References : 

Nixon, G. M. Notebook No. 8711, pp. 57-8, 69. 


VI. PDBtt BINDING ASSAY 

A. Objective : Determine assay conditions under which CSC will not 
reduce the nonspecific binding of PDBu to 3T3 cells at 4°C. 

B. Results : A time course of binding experiment was conducted which 
compared the effects of DMSO and 2R1 CSC from 15 to 180 minutes. 
PDBu binding appeared to reach equilibrium after only 15 minutes. 
CSC had elicited reduced nonspecific binding by 15 minutes. In a 
second experiment the cells were incubated with PDBu until equi¬ 
librium was reached then either TPA or 2R1 CSC was added without 
removing the PDBu solution. TPA reduced specific binding as a 
function of time with no effect on nonspecific binding. CSC 
reduced nonspecific binding with little effect on specific bind¬ 
ing. In a third experiment the cells were incubated with PDBu 
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until equilibrium binding was achieved, then the PDBu solution was 
removed. At this time TPA and CSC were added. PDBu was rapidly 
lost from the cells with no effect of TPA or CSC on that loss. 

C. Conclusions : None of the changes in the routine assay was satis¬ 
factory for evaluating the ability of CSC to bind to the phorbol 
ester receptor. 

D. Plans : Conduct an experiment in which the cells are first treated 
with CSC at 4°C followed by the addition of PDBu. 

K. References : 

Burruss, T. J., Notebook No. 8804, p. 48. 
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